reasonable
to suppose that osmium(VI) esters are initially formed in the tissues and that these then react with urea (hence the lack of stain). Pretreated tissue is likely to retain some urea which then reacts with osmium(VI) esters formed by normal tissue-0504
interaction.
There is no discernible reaction between urea and 0s04 in aqueous solution.
It remains only to demon' trate that 0s04 is not an effective hydrogen-bonding reagent; this we have done by two independent spectnoscopic methods. Abel et al. have shown that the position of the proton resonance of chloroform is sensitive to hydrogenbonding agents (1); thus, a hydrogen-bonding agent such as tniethylamine causes a shift in the chloroform proton resonance of 1.0 ppm. We find that under similar conditions, osmium tetroxide produces a negligibly small shift of the chloroform resonance (0.02 ppm or less). Hydrogen bonding may also be detected by the effect on the 0-H stretching frequency of a very dilute solution of tert-butanol; thus, a weak hydrogen-bonding agent such as benzene will lower this frequency by 27 cm'
(2). We find that under :. ' -: 
Details
of the preparation and specificity controls of LH-RH antibodies are described elsewhere (3, 5) . After three baths (10 mm each) in PBS with 1% sheep serum, the sections were treated with penoxidase-labeled sheep antirabbit 'yglobulin diluted 1:80 (Institut Pasteur, Paris) for 1 hr and then rinsed in three baths of PBS (10 mm each). The horseradish peroxidase was localized histochemically with 3,3'-diaminobenzidine tetnachloride and fresh hydrogen peroxide according to the method of Graham and Karnovsky (4).
Finally, the sections were washed in distilledwater for 1 hr and mounted on glass slides in 0.5% gelatinized water.
To check the specificity of the reaction three controls were used: (a) normal rabbit serum was substituted for anti-LH-RHsenum;
(b) the anti LH-RH serum step was omitted; and (c) anti-LH-RH serum was saturated with antigen before the immunohistochemical procedure.
RESULTS
After treatment of frontal on sagittal sections of the infundibular area with the LH-RH antiserum, a very clear reaction was observed in the peripheral portion of the pars tuberalis and the part lying between the infundibulum and the basal hypothalamus (pars caudalis infundibuli), in the external layer of the ME dorsal part, in the fibnillanlayer of the paramedian ventral part of the ME, and in the external layer around the caudal region ofthe pars tuberalis and the transition area of the prehypophysis. No staining could be detected on control sections. On sagittal sections of the first region, the majority of the stained fibers formed a bundle running parallel to the axis of the ME (Fig. 1) . In the two last areas, the dorsal and caudal ventral parts of the ME, the axons were also packed in a bundle between fibnillar and external layers.
They gave radial collaterals which converged on the primary plexus capillaries of the hypophysial portal system and on the short capillary loop ( Figs. 3  and 4) and embedded in paraffin. They also showed LH-RH localization in the mammalian hypothalamus, but the pictures obtained were not very convincing. In conclusion, the technique we described to demonstrate LH-RH-containing axons in the ME seems to give good specificity and resolution at the photonic microscope level. One may expect that improvement of our method will enable characterization of LH-RH axons at the ultrastructural level. 
